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lbman, wJihoma 

Dear Dr. Clark2 

Xa~~ppytoenolose amUiura0fW78~ mhloh Ihoga responds toyour 
requaat of Septmber 30. Diploida are rather tmubla8ona toaaiatain,and 
all that had bean isolated aarlier from the Bat croaaaa publimhad in ‘49 
(PIUS) md '51 (J. Beat. and C.S.H. Sy#poa.) ~8 gona. From tima to tinrr, 
we hava made naw diploid~~ by the aama procmdure, aa the naed for thsm aroaa. 
While W-278 amaa now to giva a rather lower yiald of diploid progany than 
it did aarliar, it ia still a faaaibla aouree. 

Thamoat iPrportentconslidaratfoninaraintainingdigloidC3ULbllFQ6 ia that 
t!my hava a strong propsaaity to aagmgate and that, on aoa@ata nmiius, #a 
segregants will rapidly outgrow t&, parent diploid. %arefora, dipl.oida are 
iaolabd whioh are balanaed for nutritional requiramnta and also, say, for 
lerrtorra utitlisation, e.g., M- ?+L+ + Las+// 19+ T-L-%- Lau--, a& these am 
mintainad aa far aa poaaibla on Jai2fml -1antoae rrrsdium. This diaeouraes 
the typiually aumtrophicr or lerotoae-negativu aegraganta sufficI.mtl.y to allow 
one to obtaSaauqwaeio~ with as numb as 95% diploid oella and tomaintain 
tht aultura in thediplold oondition. ftwillbe neeemary to repurify tha 
oulturem fma time to tipps, pmfmabu by plating for colonies on I lactose 
a@rr unfarhtnately, profrrtmphic laatom-posit&vu aegregaata O(XIUP by oroaaing- 
over frora time to t&m, ad theraDy diaplaoe the diploids era on mi@.mal. 

To imlatm dlplolda in ths f&rat imtame, Iwould uroaa W-478 x W-ll77 
on IBE! laatoaa and prorreed aa outlimd in my ‘51 CSH paper at p. 42l. Lao+ pro- 
totropha (aspaoially thoaa that am &&htlfl de-d) are pi&ad and streaked 
out in parallel on EMS and EM!3 laatoae agar. Whan artresrks are fowl that are 
auap+e,tad of variegation (848 fig. 2), single creloniee on the corraaponding 
ELLS plate are saved and batad in the aam manner. 1 need hardly mphaaisa 
that a varietty of details on diploid behavior ara aumariaad in tha papers 
mntiomd. Since the hetsrolsygoua cosqpouai Vlp/Vlr ia aenaitive to phaga Tl, 
ddla each parent ia (mre or leas) reaiatant, mother axpadient would be to 
make auapanaiona of lav prototropha from the cro68 plates and croaa-stroke 
thm againat Tl, raohwkw any t&at give a aenaitiva reaction on EMS (on 
MB, reaiatturt regreganta and b~kground gzwth will obawure the raeult. 
The ultimate orlturion of diploldy is mtaro mmh the variegated appearance 
aa ths proof of segregation frcm a single oall, aa aharm either by repeated 
single crolony iaolationa or# parhapa p~ore aimply by single asll isolation. You 
should have m tacttable, though there will be a bit of work at the beginning. 



If you are in any doubta about tha &aractariration of a particular iaolats, 
1 will be happy to ohm k it for you. Alternatively, we will doubtJ.esa have ao~lb 
cmaaion during the wxt aemral. mntha to prepare aonm Het-crosa diploida again 
ouraelvea, ani I will be hqpy to send you some of the material then. But I 
oan t t promise how long t&ia wlJl be. 

I am scary not to have any appropriate mat&A. on hand at the instant, but 
the loelr ia not 80 great. It la hardly lees trouble to make and keep one ‘a eyes 
on a diploid than to isolate it in the first in&arms, and the latter experience 
may be worthwhile aa such. 

You asked whether ths re would be any oonflict of pr&raa- pimbably not. 
I was intaraatad in tim radiobiological behavior of the diploida, aa outlined 
in ~JH ‘51 CSH paper, but ttw, problam t;urned out to be uhaxpectedly complex. 
In part&Mar, there was no apeoial difference Fn tha kinetioa of UV aterili- 
aration of diploida vs. haploida, possibly owing to the probably mltiplicity 
of targeta b~~lei?) shared by eauh. Alao, there were other, very oomplex gemtic 
effacta for tha full interpretation of whiah, I felt we needed mugh better and 
mra intimate knowledge of 8. call cytogenetiwa. Sonrs light irr begUning to glimmer 
through in this. You my be intmeatad that it haa reuent3.y been possible to 
dbccmr tha conjugal pa&a in oxaeptionally fertile troaaea of K-12 with other 
atraina. Aa in Paratwoium, tb naatea d&loin after an$ hour or two. Both generally 
survive to give viable oloma, but mco~inants have been found only ?Ln the progeny 
08 the F- exmnjugm t. ##!/&//&&4#(/ Thue unlike Pareupb&m, fertilization is 
unilateral. At tha moment, I am tq&g to wo* out pedigrees to study segregation 
in the exoonjugant clones. 

I would be obliged if you would hasp me currant on your work in bacterial 
gemtioa thmugh reprints. 

P.S., I probably will get baok to the W/diploid work eventually. Larry Mpree 
ome up hera aa a etudent to work on t&la a few yeara ago, but he got involved 
in B more interesting pm b&m and is writing Ma thee18 now on a tmnaduction 
in K-12. 


